Competitive reverse transcriptase-PCR: an improved method for determination of c-erbB-2 gene expression.
The aim of our study was to establish a simple method for routine analysis of c-erbB-2 gene expression in tumour samples. We constructed a plasmid for the in vitro synthesis of competitor RNA to be used as an internal exogenous control during the RT-PCR detection of c-erbB-2 expression. The competitor RNA harbors a 19-base deletion and 63-base insertion compared to wild-type c-erbB-2 mRNA and generates a PCR product which is easily distinguished from the wild-type PCR product by agarose gel electrophoresis. The sensitivity and reliability of our RT-PCR-system was determined. To address this, we measured c-erbB-2 expression in cultured cells, of which c-erbB-2 expression data were available from Northern blot analysis. In conclusion, our experimental strategy correlated well with the results obtained by Northern blot hybridization, however, it overcomes time consuming and expensive procedures used in classical gene expression analysis.